In this study the solvolysis of newly synthesized fluocinolone acetonide C-21 esters was analysed in comparison with fluocinonide during a 24-hour period of time. The solvolysis was performed in an ethanol-water (90:10 v/v) mixture using the excess of NaHCO 3 . The solvolytic mixtures of each investigated ester have been assayed by a RP-HPLC method using isocratic elution with methanol-water (75:25 v/v); flow rate 1 mL/min; detection at 238 nm; temperature 25 °C. Solvolytic rate constants were calculated from the obtained data. Geometry optimizations and charges calculations were carried out by Gaussian W03 software. A good correlation (R = 0.9924) was obtained between solvolytic rate constants and the polarity of the C-O2 bond of those esters. The established relation between solvolytic rate constant (K) and lipophilicity (cLogP) with experimental anti-inflammatory activity could be indicative for topical corticosteroid prodrug activation.
Introduction
Corticosteroids are used topically for their anti-inflammatory and immunosuppressive actions. Applied in this fashion, particularly to large areas, when the skin is injured, or under occlusive dressings, corticosteroids may be absorbed in sufficient amounts to cause systemic effects [1] . Therefore, the therapy with corticosteroids is limited both by systemic and local side effects. In order to increase benefit/risk ratio [2] the series of novel α-alkoxyalkanoyl and α-aryloxyalkanoyl esters with higher lipophilicity have been synthesized in our laboratory as analogues of fluocinolone acetonide 21-acetate (fluocinonide) [3] . Fluocinolone acetonide 21-acetate (FA-21-Ac) is about five times more potent than its active form fluocinolone acetonide (FA) due to enhanced lipophilicity and percutaneous absorption [4, 5] . Thus, the new synthesized corticosteroid esters: fluocinolone acetonide 21-(2'-ethoxypropionate) (FA-21-EP), fluocinolone acetonide 21-(2'-ethoxybutyrate) (FA-21-EB), fluocinolone acetonide 21-(2'-methoxypropionate) (FA-21-MP), fluocinolone acetonide 21-(2'-methoxybutyrate) (FA-21-MB), fluocinolone acetonide 21-(2'-phenoxypropionate) (FA-21-PhP) could be potential excellent prodrug candidates to improve the drug's physical and pharmaceutical properties. Prodrugs become pharmacologically active after the ester hydrolysis, since the glucocorticoid actions are caused only by corresponding glucocorticoid alcohols [6] . Thus, the hydrolysis of C17 or/and C21 esterified corticosteroids in biological media has a significant impact on their local potency and the systemic availability.
The hydrolysis of carboxylic acid esters is one of the most thoroughly studied chemical reactions in chemistry and biochemistry. Zhang et al. [7] have analyzed the hydrolysis of 41 different alkyl esters of aliphatic and aromatic carboxylic acids. They have calculated hydrolytic rate constants for all of the esters and established a model that correlates hydrolytic rate constant with several molecular descriptors (carbonyl carbon charge, carbonyl oxygen charge and LUMO energy). Methanol-mediated hydrolysis (e.g. methanolysis followed by hydrolysis) of β-lactams mimics the enzymatic pathway and could be studied in the gas phase and solution as a model reaction for hydrolysis of β-lactams by β-lactamases [8] .
Our previous work was related to the application of derivative spectrophotometry for the study of FA-21-PhP solvolysis [9] . The aim of this study is to establish kinetic rate orders and the corresponding solvolytic rate constants of the novel esters and comparison with fluocinonide. Correlations between experimentally determined solvolytic rate constants and descriptors of steric and electronic properties of those esters have been established. The solvolytic model could be efficient as an in vitro model for corticosteroid C-21 ester prodrug activation. The significance of this model was established by obtaining a good correlation between the anti-inflammatory activity (determined in the test of inhibition of croton oil induced mice ear edema) [3] with solvolytic rate constants and lipophilicity. These correlations could be used in a rational design of novel esters.
Results and Discussion

Solvolytic rate constants determination
The solvolytic processes were followed after 0, 2, 4, 6, 8 and 24 hours using a HPLC method. Concentrations of fluocinolone acetonide (FA) in each solvolytic mixture were determined via FA peak areas, using the method of regression analysis. The concentration of corresponding ester in each solvolytic mixture was calculated using equation ( 
Mechanism of solvolysis of fluocinolone acetonide esters
Corticosteroid-21-esters are prodrugs and undergo in vivo hydrolysis by esterases. Products of THE hydrolysis are the pharmacologically active alcohol and the corresponding acid. Due to the poor water solubility of the analyzed FA esters, selected conditions of solvolysis included an ethanol-water (90:10 v/v) solvent mixture with an excess of sodium hydrogen carbonate. Under these conditions, the degradation products are the FA and the corresponding ethyl esters (transeesterification) [10] [11] [12] . The general pathway of fluocinolone acetonide C-21 ester solvolysis is shown in Scheme 1.
Scheme 1.
The general pathway of fluocinolone acetonide C-21 esters solvolysis.
Kinetics of esters solvolysis
The graphs were plotted using ln[ester concentration] versus time ( Figure 1 ) with denoted data of regression and correlation analysis. Correlation coefficients indicate good linearity. These results confirmed pseudo-first-order kinetics, which means that solvolytic rate depends on ester concentration when the concentration of NaHCO 3 is significantly higher.
Descriptor selection
All the tested esters differ from each other in the acid used for esterification. Thus, their susceptibility to solvolysis can be affected by the steric, electronic or physico-chemical properties of corresponding acids. Considering this, following descriptors have been selected: cLogP, carbonyl carbon steric hindrance (steric hindrance), C=O1 bond length and C-O2 bond length, charge of carbonyl carbon (C), charge of ester oxygen (O2), charge of carbonyl oxygen (O1), charge differences C-O1, charge differences C-O2, polarity [13] of C-O2 bond (P C-O2 ), polarity of C=O1 bond (P C=O1 ). The values of calculated descriptors and their coefficients of correlation (R) with solvolytic rate constants (K) are presented in Table 1 . 
Relationships between solvolytic rate constant and selected descriptors
There are two mechanisms for base-catalyzed hydrolysis: B AC 2 (base-catalyzed, acyl oxygen cleavage, bimolecular) and B AL 2 (base-catalyzed alkyl oxygen cleavage, bimolecular). In most cases, B AC 2 prevails over the B AL 2 reaction path [14, 15] . In accordance with the fact that solvolysis is a similar process to hydrolysis and with respect to the B AC 2 mechanism, the carbonyl carbon is the site of the ethoxide ion attack and the cleavage site for alcoholic group formation, any changes at the carbonyl group will directly affect the rate of solvolysis. In the following study the C(=O1)-O2 moiety and its properties were used to correlate reaction rate data. Since many substituents affect charge distribution of carbonyl group, they can have impact on solvolysis rate. Therefore, different acids used for corticosteroid esterification, can affect ester stability and solvolysis rate.
Starting from AM1 optimized structures the best correlations were obtained between solvolytic rate constant and C-O2 distance (R = 0.9627). Slight changes in bond length could affect bond dissociation. A similar correlation (R = 0.9247) has been found between solvolytic rate constants and polarity of C-O2 bonds. In order to find the most accurate model ab initio Hartree-Fock (HF) and Density Functional Theory (DFT) with B3LYP model calculations have been performed. In these calculations different basis sets (STO-3G and 6-31G) were used. To assess the influence of solvatation effects these calculations have been carried out in the gas phase and in the solvent -ethanol (the conductor-like screening model COSMO and the conductor-like polarizable continuum model CPCM).
Analyzing the data from Table 1 a certain correlation between solvolytic rate constant and carbonyl carbon charge could be noted. If the carbonyl carbon charge is higher, nucleophilic ethoxide ion will attack it easily. Since this phase of base-catalyzed ester solvolysis is rate limiting, higher carbonyl charge accelerates this process (R = 0.9101 in HF/6-31G computation model using CPCM solvatation method with ethanol as solvent). Among the tested FA esters, FA-21-Ac and FA-21-PhP have significantly higher solvolytic rate constants and corresponding carbonyl carbon charges than the other esters. Acetic acid has three hydrogen atoms in the α-position which negligibly affect its carbonyl carbon charge, whereas α-phenoxypropionic acid has a group with positive (methyl) and strong negative inductive effect (phenoxy) and the overall effect is electron withdrawing, which increases carbonyl carbon charge. In the molecules of acids which have been selected for synthesis (α-methoxybutyric, α-methoxypropionic, α-ethoxypropionic and α-ethoxybutyric acid) there is one group in the α-position with a negative inductive effect (methoxy or ethoxy group) and one group with positive inductive effect (methyl or ethyl group). These groups have opposite effects on carbonyl carbon charge and make it less positive comparing to carbonyl carbon of acetic and α−phenoxypropionic acids.
Gas phase Ab initio calculations with different levels of theory and different basis sets did not give significantly better correlations than semi-empirical AM1. However, good correlations were achieved if these calculations are carried out in the presence of solvent. Correlation analysis showed that the most accurate model was obtained by using polarity of C-O2 bond calculated by B3LYP/STO-3G model with ethanol as a solvent in COSMO solvatation model (Figure 2) . The polarity presents a descriptor calculated by multiplication of charge differences with the distance between two atoms and a good correlation polarity versus rate of hydrolysis of N-acetylazoles has been obtained [13] . In our study, polarity of C-O2 band (P C-O2 ) was calculated by multiplication of charge differences between carbonyl carbon charge (C) and ester oxygen charge (O2) with C-O2 bond length (bond length measured on AM1 optimized structures, Mulliken charges calculated by B3LYP/STO-3G model using ethanol as solvent in COSMO solvatation model).
The equation (2) was obtained using single linear regression analysis:
where R = 0.9924, SE = 0.0035, F = 258.855; K -pseudo-first order solvolytic rate constant; P C-O2 -polarity of C-O2 bond 
Relationship between solvolitic rate constant and anti-inflammatory activity
Solvolysis kinetics of the new synthesized fluocinolone acetonide C-21 esters have been investigated as a simple, rapid and low cost in vitro model for topical corticosteroid prodrug activation. Anti-inflammatory activity (represented as a percentage of reduction of mass edema) has been determined in a test of croton oil induced mice ear edema. To assess whether this model can be used to estimate the prodrugs activation, a regression analysis between local anti-inflammatory activity and solvolytic rate constants was performed. There is no significant correlation between these two parameters, but it could be noted that there are two groups ( Figure 3A ) -the first with high solvolysis rate constants (FA-21-Ac and FA-21-PhP) and the second with low solvolysis rate constants (FA-21-MP, FA-21-EP, FA-21-MB and FA-21-EB). Topical prodrug activity depends on several factors: rate of hydrolysis, interactions of the active form with target structures, permeability, etc. James et al. [16] studied the effect of various aliphatic esters of testosterone on rat prostate and seminal vesicles and correlated with lipophilicity and rate of ester hydrolysis by liver esterase. In accordance with this manuscript anti-inflammatory activity was linked ( Figure 3B ) with solvolysis rate constant (K) and lipophilicity (cLogP -values are of significance ranged from 2.79 to 4.59). Good correlation (R = 0.7214) obtained by multiple regression analysis is indicative that this in vitro solvolytic model could be used as a model for topical corticosteroid prodrugs activation.
Experimental
General
Fluocinolone acetonide 21-acetate (FA-21-Ac) was purchased from Galenika a.d. Serbia. C-NMR spectra clearly suggested the presence of two diastereomeric products, although it is difficult to differentiate them unambiguously.
Reagents: fluocinolone acetonide, absolute ethanol Chromasolv HPLC purity, methanol Chromasolv HPLC purity (Sigma-Aldrich Chemie GmbH), sodium hydrogen carbonate, thionylchloride (Merck), ethyl 2-bromopropionate, 2-bromobutiric acid, 2-phenoxypropionic acid (Fluka), dichlormethane, ethyl acetate (Carlo Erba), N,N-dimethylformamide (Alfa Aesar) and deionized water (TKA water purification system, Niederelbert, Germany) were used throughout this study.
Melting points were determined on a Boetius PHMK 05 apparatus. 1 H-NMR and 13 C-NMR spectra were recorded on a Bruker AVANCE instrument at 500 and 125 MHz using CDCl 3 as a solvent and TMS as an internal standard, chemical shifts (δ) are given in ppm, coupling constants (J) in Hz. IR spectra were recorded on a Thermo Scientific NICOLET iS10 by using diamond ATR. Direct ESI-MS spectra were recorded on Agilent Technologies 6210-1210 TOF-LC-ESI-MS instrument in positive mode.
General procedure for synthesis of fluocinolone acetonide α-alkoxyalkanoyl and α-aryloxyalkanoyl C-21 monoesters
In this study five structurally related acids were used for the esterification of FA. 2-Methoxypropionic, 2-ethoxypropionic, 2-methoxybutyric and 2-ethoxybutyric acid were prepared from the corresponding 2-bromopropionic and 2-bromobutyric acids with sodium methoxide or sodium ethoxide, according to the patent literature [17] . The mentioned acids were transformed into the corresponding chlorides by reaction with an excess of thionyl chloride. Due to high volatility of prepared acylchlorides, the losses resulting compounds were significant during removal of the last traces of thionyl chloride, so the yields of pure compounds were about 15%. Typically, to a solution of FA (220.0 mg, 0.486 mmol) in dichloromethane (15 mL) triethylamine (0.1 mL, 0.721 mmol) was added. The mixture was cooled at 0 °C and corresponding acyl chloride (134.6 mg, 0.729 mmol) was added dropwise. The resulting mixture was stirred 4 h at room temperature. Dichloromethane (50 mL) was added and the solution washed with hydrochloric acid (1 M, 50 mL), aqueous solution of sodium hydrogen carbonate (5%, 50 mL) and water (twice with 50 mL) and dried with anhydrous Na 2 SO 4 . The crude product was purified by silica gel chromatography using chloroform as mobile phase to afford the pure product. (6α,11β,16α) 
Solvolytic process evaluation method
HPLC analysis were performed on a HP 1100 (Agilent Technologies, Palo Alto, CA, USA) system equipped with binary pump, Rheodyne injector (sample loop 20 μL), 1100 UV detector, controlled by IBM PC Pentium Vectra XA computer. Analyses were made on Zorbax Extend-C18 column (150 mm × 4.6 mm, i.d., 3.5 μm) Agilent, USA, using isocratic elution with methanol-water (75:25 v/v) at a flow rate of 1 mL/min. The experiments were conducted at 25 °C. The data were collected and processed using the Chem Station software package. Solvolysis sample mixtures were stirred with a Tehtnica Rotamix SHP-10 (Zelezniki, Slovenia) magnetic stirrer.
Stock aqueous solution of sodium hydrogen carbonate was prepared by dissolving NaHCO 3 (280 mg) in a 50 mL volumetric flask (0.067 M).
Preparation of FA stock solution (for calibration curve) -accurately weighted FA (8 mg) was quantitatively transferred into a 5 mL volumetric flask with ethanol (approximate volume 3 mL) for complete dissolution and the flask was filled up to mark with ethanol (solution A). Aliquots of 0.1, 0.4, 0.7, 1 and 1.3 mL of solution A were transferred separately into five 10 mL volumetric flasks followed by ethanol (6 mL). NaHCO 3 stock aqueous solution (1 mL) was added and each flask was filled up to mark with ethanol. For HPLC analysis aliquots of each solvolysis sample mixture (20 μL) were withdrawn and injected at time intervals 0, 2, 4, 6, 8 and 24 h. Chromatograms were recorded immediately using the UV detector set at 238 nm. The solvolysis percentages were calculated via the obtained peak areas corresponding to FA contents in the solvolytic mixtures after 0, 2, 4, 6, 8 and 24 h.
Computational detail
Initially, molecular mechanic optimizations of corticosteroid C-21 esters' structures using MM2 algorithm have been carried out using Chem3D Ultra 7.0.0 software (Cambridge, MA, USA). The MM2 optimized structures were used for further optimization by semi-empirical AM1 method [18] implemented in Gaussian W03 [19] . AM1 optimized structures was used for calculation lengths of C=O1 and C-O2 bonds. Mulliken charges on carbonyl carbon (C) and both oxygen atoms of ester moiety (O1 and O2) were calculated using AM1 method. In order to find the most accurate model the ab initio Hartree-Fock (HF) [20] and Density Functional Theory (DFT) calculations with the hybrid exchange functional of Becke [21, 22] and the Lee, Yang, and Parr [23] correlation functional (B3LYP) have been performed. In these calculation different basis sets (STO-3G and 6-31G) were used. To assess the influence of solvatation effects these calculations have been carried out in the gas phase and in the solvent -ethanol (the conductor-like screening model COSMO and the conductor-like polarizable continuum model CPCM). Steric hindrance is calculated in MarvinSketch 5.1.3 (ChemAxon Ltd., Budapest, Hungary). Lipophilicity (cLogP) has been calculated using ChemDraw Ultra 7.0.0 software (Cambridge, MA, USA).
Determination of anti-inflammatory activity in the test of inhibition of croton oil induced mice ear edema
Topical anti-inflamatory activities of fluocinolone acetonide C-21 esters have been determined by measuring inhibition of croton oil induced mice ear edema. Animals have been divided in groups of five mice. Croton oil solution in acetone (35 μg/mL) has been applied topically to the inner aspect of the right ear in a dose of 20 μL using a Hamilton syringe. Acetone (20 μL) has been applied in the left ear. Solutions of test compounds in acetone (28 μM) have been applied only to the right ear in doses of 20 μL, 30 minutes after croton oil application. The control group only received the solution of croton oil in the right ear, but no solution of corticosteroid ester. Four hours later, animals were sacrificed with diethyl ether and 6 mm diameters disks were cut from the middle part of ears. Anti-inflammatory activities were expressed as percentages of mass reduction of edema. The results have been recently published [3] .
Conclusions
Corticosteroid esters, such as fluocinolone acetonide 21-esters, are excellent prodrug candidates to improve the parent drug's physical and pharmaceutical properties. The solvolysis of new synthesized FA-21-esters was analyzed using rapid, simple and sensitive HPLC method. Solvolytic rate constants are found to be in good correlation with polarity of C-O2 bond (P C-O2 ) indicating that choice of acid used for prodrug synthesis affects ester stability and pharmacological action. This study shows that this in vitro solvolytic model obtained by multiple regression analysis between solvolytic rate constant and lipophilicity with anti-inflammatory activity, could be used as a model for prediction of prodrug activation.
